cells, oligonucleotides containing sequences from human TGIF (ATCTGGACCAAGTACGAAT) were inserted into the pSUPER vector.
Cell Lines and Culture
All cell lines were maintained in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10 % fetal calf serum (FCS) and 5 mM glutamine. For immunoprecipitation and/or immunoblotting, cells were cultured in DMEM containing 0.5 % FCS for 16h before being treated with TGF-β1 (Sigma) at 2 ng/ml for the indicated times.
For stable transfection, MDCK cells were transfected with pSUPER-TGIF, pSUPER, or 6xMyc-TGIF with pEMP4 vector containing a hygromycin resistance gene by the LipofectAMINE method (GIBCO/BRL) and selected in hygromycin-containing growth medium.
For soft agar growth assay, a total of 2000 cells were loaded between 5 ml of 0.5% bottom agar and 0.25% top agar in a P100 plate. Triplicate plates were tested for each cell line. The cells were fed with 2 ml of top agar once a week and colonies were visualized after three weeks. The inhibitory effect of TGIF on the TGF-β-dependent gene expression is mediated by a mechanism that is independent of its association with Tiul1 or mSin3. HepG2 cells were transfected with the indicated combinations of ARE 3 -Lux, FAST1, TGIF, TGIF∆SBD, SnoN, Smad7, mSin3 siRNA, and Tiul1 siRNA. After 24h, cells were treated with TGF-β for 16h and analyzed for luciferase activity. Luciferase activity was normalized to β-galactosidase activity and was expressed as mean ± SD of triplicates from a representative experiment performed at least three times. 
